[Abstract] Pseudomonas syringae pv. tomato strain DC3000 (Pto DC3000), which causes bacterial speck disease of tomato, has been used as a model pathogen because of its pathogenicity on Arabidopsis thaliana. Here, we demonstrate a rapid and reliable flood-inoculation method based on young Arabidopsis seedlings grown on one-half strength MS medium. We also describe a method to evaluate the bacterial growth in Arabidopsis.
4. Allow the seeds to settle by centrifugation (500 x g for 30 sec) and remove 6% sodium hypochlorite by pipetting.
5. Rinse the seeds with sterile distilled water at least four times.
6. Maintain the seeds in a small amount of sterile distilled water (300-500 μl).
Note: The seeds can be stored at 4 °C. The cold treatment for 2 days improves the rate and synchrony of germination.
7. Plant individual seeds in low density (50-80 seeds/plate) using a 1 ml pipette tip on one-half strength MS plates ( Figure 1A and Video 1). h dark photoperiod for one week ( Figure 1C ). Use the two-week old post-germination seedlings for the pathogen assays ( Figure 1D ).
B. Bacterial growth and inoculum preparation 1. Streak a -80 °C stock of bacterial culture on MG agar supplemented with rifampicin (50 μg/ml).
Incubate the plate at 28 °C until bacterial colonies grow (24-48 h).
2. Inoculate a single colony of Pto DC3000 onto new MG agar with rifampicin (50 μg/ml) and streak all over the plate. Incubate the plate at 28 °C (24-48 h).
Collect as many bacterial colonies as possible with inoculating loop and suspend all colonies in
an appropriate volume (20-30 ml) of sterile distilled water ( Figure 1E ).
Note: Be careful not to take small pieces of MG agar medium.
4. Measure the OD (A600) of the bacterial suspension and dilute to 4 x 10 6 CFU (colony forming units)/ml using sterile distilled water. 2. Surface-sterilize the seedlings in a beaker with 5% H2O2 for 3 min to determine the internal bacterial population and rinse the seedlings three times by dipping in sterile distilled water.
Note: The bacterial populations at 0 dpi is estimated from seedlings collected 1 h postinoculation without surface-sterilization by H2O2.
3. Homogenize the seedlings completely with mortars and pestles for at least 1 min, and add 5 ml of sterile distilled water.
4. Dilute the samples from 10 -2 to 10 -6 and plate on MG agar with rifampicin (50 μg/ml).
Note: 10 -2 to 10 -3 dilution is suitable for 0 dpi and 10 -4 to 10 -6 is for 1, 2 and 3 dpi.
5. Incubate the plates for 2-3 days and count the bacterial CFU using properly diluted samples.
Note: Yellow non-mucoid colonies are observed after 2-3 days.
6. Normalize the CFU as CFU/mg of tissue using the total weights of the inoculated seedlings. 
Data analysis
Student's t-test was used for comparing two averages of bacterial growth, while ANOVA with posthoc Tukey's honest significant difference correction for multiple correction was applied when considering more than two averages of bacterial growth. 
